ADJ/PC6A tumour was passaged aseptically by trocar implant of 1 mm3 fragments in approx. 8-week-old female Balb 'C' mice. Then 26 days later the tumour-bearing mice were injected in the tail vein with the free or liposome-associated drug. Animals were killed 1 and 3 h after injection, and cis-dichlorobiscyclopentylamineplatinum(lI) was determined by measuring platinum in 10-5Opl samples of blood plasma and of tissues after homogenization for45 s in water (1 : 5, w/w) in an Ultra-Turrax homogenizer. At 1 h after the administration of free cis-dichlorobiscyclopentylamineplatinum(I1) into tumour-bearing mice, tumour tissue retained only about 0.15 % of the dose/g, and there was no change 3h later (Fig. 1) . It appeared that much of the drug was rapidly removed from the circulation (0.74% of the dose/ml of plasma 1 h after treatment; Fig. l ), possibly as a result of the rapid clearance of the drug by the spleen (Speer et al., 1975) . Clearance of the entrapped drug, however, was less rapid (Fig. 1) . Indeed, participation of the tumour in cis-dichlorobiscyclopentylamineplatinum(l1) uptake was greatly improved when the drug was injected in its liposomal form. Egg phosphatidylcholine liposomes were particularly effective, as the concentration of cis-dichlorobiscyclopentylamineplatinum(I1) in the tumour increased 15-fold over the value observed for the free drug (Fig. 1) . The advantage of using this preparation vis-a-vis dipalmitoyl phosphatidylcholine liposomes ( Fig. 1 ) was also apparent when hepatic concentrations of the drug (1 and 3 h) were compared: much less cis-dichlorobiscyclopentylamineplatinum(I1) was taken by the liver when egg phosphatidylcholine liposomes were used (Fig. 1) . Although this method of presentation of cis-dichlorobiscyclopentylamineplatinum(I1) has now facilitated the administration of the drug, it remains to be seen whether its tumour cytotoxicity will be proportional to its concentration in malignant tissues. The coagulation of milk by rennet occurs by a primary proteolytic step followed by aggregation of the casein micelles. The micelles formed chains and eventually a network in which they were partially fused (Kimber et al., 1974). We aimed to relate the extent of aggregation of casein micelles to the visual clotting time of milk, and to describe the assembly of the gel.
Connors
For the preparation of electron micrographs, a sample of separated milk was treated with rennet at 30°C for each of seven periods of time that were related to the visually determined clotting time. Each sample was fixed with glutaraldehyde and mixed with agar. After solidification it was cut into 1 mm3 blocks. These were washed, stained, dehydrated, embedded and sectioned. Sections of 80nm and l p m thickness were examined in Hitachi H U 11E (Hitachi Ltd., Tokyo, Japan) and A.E.I. EM 7 (National Physical Laboratory, Teddington, Middx., U.K.) electron microscopes at 75 and 300 kV respectively. Deliberate efforts were made to introduce replication and avoid discrimination in the preparation of the electron micrographs and the results showed that each set was representative.
The number of micelles observed on the micrographs of 80 nm-thick sections increased about threefold betweenOand200 %oftheclottingtime.Thisincreasewas not statistically significant, but was consistently observed. It was too large to be due to incomplete 570th MEETING, CARDIFF mixing. It could be explained by the aggregation of micelles of less than 20nm diameter, which account for nearly 80% of the number of micelles in milk (Schmidt et al., 1973) , but were not visible on the micrographs. Pairs of small micelles would be visible and probably would be counted as one micelle.
The distribution of micelles over the micrographs (80nm sections) was examined by methods analogous to those commonly used in the study of stochastic processes (Cox & Miller, 1965) . If the spatial distribution of the micelles in the sample was random, the frequency distribution of distances between micelles along a random line on a micrograph would be exponential. The form of the distribution was independent of the section thickness, the number of micelles and their size distribution. All the observed distributions different significantly from the best exponential fit. At 0 and 60% of the clotting time the micelles were more evenly distributed than for a random arrangement, suggesting repulsion between them. At 80-300% of the clotting time, the micelles were more clumped than in a random distribution, suggesting that they were aggregated.
The mean micellar diameter is about 120nm (Schmidt et al., 1973) . Sections of 80nm thickness could not be considered as two-dimensional, but did not permit the threedimensional arrangement of the micelles to be deduced. Examination of 1 pm-thick sections overcame this problem. Pairs of micrographs taken at 90" to each other indicated that the structure of each sample was the same in all dimensions.
By using stereo pairs of micrographs the proportion of micelles touching or bridged to at least one other was estimated for each sample. This was compared with the more precise data obtained from the 80nm-thick sections (Fig. 1) . A higher proportion of micelles linked by bridges was observed on the thicker sections. This was probably due to the nature of the bridges, causing them to be confused with touching micelles in the thinner sections. For both section thicknesses, the sum of the proportions of micelles touching or bridged to another increased dramatically between 60 and lOO-l30% of the clotting time. At all times this value was higher in the thicker sections, as expected from observation of the third dimension. For the thinner sections, the observed proportion of micelles in contact at times longer than 60 % of the clotting time was markedly greater than that expected, assuming a random distribution of the observed number of micelles over the micrographs.
The micelles did not change in appearance during coagulation. They were linked either by wide bridges consisting of several strands or by direct contact involving large areas of their surfaces. The observations suggest that the gel structure was built up in the following way. The micelles grouped together, then became linked by bridges in chains two to three micelles long. The bridges then contracted, forcing the micelles into contact and eventually partial fusion. Simultaneously, the chains linked with others to form an extended, irregular network. The links tended to occur between micelles at the end of chains and a loose, open structure was formed. As the links contracted, the micellar chains concentrated into loose strands about five micelles thick, separated by wide spaces. These strands formed an irregular network. Even in the final gel, the micelles were only loosely packed, enabling much serum to be entrapped.
The change in the viscosity of milk with time after the addition of rennet was also determined at 30°C by means of a low-shear, Couette viscometer (Beckman-R11C Ltd., Glenrothes, Fife, Scotland, U.K.). The viscosity was initially constant, then increased exponentially, presumably reflecting micellar aggregation. The point at which the viscosity began to rise was 60f3 % of the clotting time (s.E.M., four observations).
Two independent methods suggested that the aggregation of casein micelles at 30°C started near 60% of the clotting time, approximately the time at which the enzymic reaction was complete. The final gel had an open, irregular structure. It resembled the model floc described by Sutherland (1967) , confirming that the gel was formed by linking groups of micelles together, rather than by the stepwise addition of single micelles.
We thank Mrs. V. A. Hill for skilled technical assistance. In human obstructive jaundice there are characteristic changes in the plasma lipids and lipoproteins which can be explained by decreased activity of plasma phosphatidylcholine-cholesterol acyltransferase (EC 2.3. I .43) and by regurgitation of biliary phospholipid (Agorastos et al., 1976) . There is also an increase in erythrocyte cholesterol and in some cases phospholipid. This is accompanied by changes in the erythrocyte shape, spur or target cells being found (Cooper, 1970) . The mechanisms leading to such alterations of the erythrocyte are not fully understood, though the decreased phosphatidylcholine-cholesterol acyltransferase activity and the presence of the abnormal lipoprotein LP-X may have important roles (Simon, 1971; Verkleij et al., 1976) .
